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Cotransformation of HEK293 cells with pMG1253 and pcWA3.i allowed dual 

selection of transformed cells for G4 IS resistance and high level expression of EGFP. 

After clonal selection by FACS, the cell line obtained, produces a remarkable 20.000 pg AJ3 

peptide per ml of culture medium after growth for 36 hr in 24 well plates. Production of 

A0 peptide under various growth conditions is summarized in Table 2. 

TABLE L Release of A(5 peptide into the culture medium 48 hr after transient 
transferor* of HEK293 cells with the indicated vectors containing wildtype or modified 
APP. Values tabulated are mean + SD and P- value for pairwise comparison using Student's 
t-test assuming unequal variances. 



APP Construct 


Ap 1-40 peptide 
(pgfaf) 


Fold Increase 


P-value 


pIRES-EGF? vector 


147 + 28 


1.0 




wt APP695 (142.3) 


194+15 


1.3 


0.051 


wtAPP695-KK (124.1) 


424 + 34 


2.8 


3 x 10-5 


APP695-Sw (143.3) 


457 + 65 


3.1 


2x 10-3 


APP695-SwKK (125.3) 


1308 + 98 


8.9 


3x 104 



TABLE 2. Release of Ag peptide from HEK125.3 cells under various growth 
conditions. 



Type of Culture 


Volume of 


Duration of 


Ab 140 


Ab 142 


Plate 


Medium 


Culture 


(pg/ml) 


(pg/ml) 


24 well plate 


400 ul 


36 hr 


28,036 


1,439 



Example 7: Antisense oligomer inhibition ofAbeia processing in HEK125.3 cells 
The sequences of Hu-Asp 1 and Hu-Asp2 were provided to Sequitur, Inc (Natick, 

MA) for election of targeted sequences and design of 2nd generation chimeric antisense 

oligomers using prorietary technology (Sequitur Ver. D Pat pending #3002). Antisense 

oligomers Lot# S644, S645, S646 and S647 were targeted against Asp I Antisense 

oligomers Lot# S648, S649, S650 and S653 were targeted against Asp2. Control antisense 

oligocjers Lor# S652* S653, S655, and S674 were targeted against an irrelevant gene and 

aatisense oligomers Lot #S656, S657, S658, and S659 were targeted against a second 

irrelevant gene. 

For transfection with the antisense oligomers, HEK 125.3 cells were grown to about 
50% confluence in 6 well plates in Minimal Essential Medium (MEM) supplemented with 
10% fetal calf serum. A stock solution of oligofecun G (Sequitur Inc., Natick, MA) at 2 
nag/ml was diluted to 50 u.g/mi in serum free MEM. Separately, the antisense oligomer 
stock solution at 100 u\M was diluted to 800 nM in Opti-MEM (GEBCO-BRL, Grand 

42 



WO 00/1 7369 PCT/US99/2088 1 

^ Island, NY). The diluted stocks of oiigofectin G and antisense oligomer were then mixed at 

a ratio of 1: 1 and incubated at room temperature. After 15 min incubation, the reagent was 
diluted 10 fold into MEM containing 10% fetal calf serum and 2 ml was added to each well 
of the 6 welt plate after first removing the old medium. After transfection, cells were 
to 5 grown in the continual presence of the oiigofectin G/aaUsense oligomer. To monitor Ab 

peptide release, 400 p\ of conditioned medium was removed periodically from the culture 
well and replaced witn fresh medium beginning 24 br after transfection. Data reported arc 
from culture supematants harvested 48 hr after transfection. 
Results: 

The 16 different antisense oligomers obtained from Sequitur Inc were transfected 
separately into HEK125.3 cells to determine their affect on A[J peptide processing. Only 
20 aniisense oligomers targeted against Asp! & Asp2 reduced Abeta processing by HEK125.3 

cells with those targeted against Asp2 having a greater inhibitory effect. Both Ap (1-40) 
and A3 ( 1 -42) were inhibited by the same degree, in Table 3, percent inhibition is 
25 15 calculated with respect to untransfected ceils. Antisense oligomer reagents giving greater 

than 50% inhibition are marked with an asterisk. Of the reagents tested. 3 of 4 antisense 
oligomers targeted against ASPl gave an average 52% inhibition of Ap M0 processing 
and 47% inhibition of AP 1-42 processing. For ASP2, 4 of 4 antisense oligomers gave 
30 greater than 50% inhibition with an average inhibition of 62% for A? 1 -40 processing and 

20 60% for AP 1 -42 processing. 
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Table 3. Inhibition of Ap peptide release from HEKI25.3 cells treated with antisense 
oligomers 



Gene Targeted 


Antisense Oligomer 


Abeta (1-40) 


Abeta (1-42) 


Aspl-l 


S644 


62%* 


56%* 


Asp I -2 


S645 


41%* 


38%* 


Aspl-3 


S646 


52%* 


46%* 


AspM 


S647 


6% 


25% 


Asp2-I 


S648 


71%* 


67%* 


Asp2-2 


S649 


83%* 


76%* 


Asp2-3 


S650 


46%* 


50%* 


Asp2-4 


S65I 


47%* 


46%* 


Conl-1 


S652 


13% 


1S% 


Conl-2 


S653 


35% 


30% 


Con 1-3 


S655 


9% 


18% 


Conl-4 


S674 


29% 


18% 


Con2-l 


S656 


12% 


18% 


Con2-2 


S657 


16% 


19% 


Con2-3 


S658 


8% 


35% 
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